Quantitative assays for TGF-β1 β1 β1 β1
Antibodies, flow cytometry and IFA
To detect pan cytokeratin (pCK) and α-smooth muscle actin (α-SMA), human mesothelial cells (HMC) were fixed, rendered permeable and incubated with a mouse anti-pCK monoclonal antibody (mAb) mixture (mouse ascites fluid, Sigma-Aldrich) and a rabbit polyclonal antibody to α-SMA (Abcam, Cambridge, UK), and then with an Alexa 594-conjugated goat anti-mouse immunoglobulin G (IgG; heavy and light chains [H+L] ) and an Alexa 488-conjugated chicken antirabbit IgG (H+L) (Molecular Probes, Eugene, OR, USA). HMC were also stained with a goat polyclonal Ab to E-cadherin (R&D Systems), and then with an Alexa 594-conjugated rabbit antigoat IgG (H+L) (Molecular Probes). To evaluate the expression of mesothelin and fibroblast surface protein 1 (Fsp-1), a mouse mAb to mesothelin or to Fsp-1 (GeneTex, San Antonio, TX, USA) was used as primary Ab, and an Alexa 488-conjugated goat anti-mouse IgG (H+L) or IgM (Molecular Probes), respectively, was used as secondary Ab. HMC staining was also performed using a phycoerythrin (PE)-conjugated mouse mAb anti-CD14 (AbD Serotec, Oxford, UK), a PEconjugated mouse mAb to CD54/ICAM-1 (eBioscience, San Diego, CA, USA), and a PEconjugated rat mAb to CD44 (BioLegend, San Diego, CA, USA). All antibodies were used diluted according to the manufacturers' instructions in PBS-3% BSA. Isotype-matched irrelevant mAbs or secondary mAbs were always used in parallel as negative controls. Analyses were done using a LSR-II flow cytometer (BD Biosciences, Franklin Lakes, NJ, USA) equipped with a 488-, 405-, 640-, and 561-nm laser and an EPICS XL flow cytometer (Coulter Electronics, Hialeah, FL, USA).
To assess the expression of pCK and α-SMA by IFA, HMC were seeded on coverslips previously coated with poly-L-lysine and cocultured with PEL cells or treated with TGF-β1/IL-1β or exposed to the combined condition. Cells were fixed, rendered permeable and incubated with primary antibodies diluted in PBS-2% FCS for 40 minutes at 37°C, washed three times with PBS, and incubated with appropriate secondary antibodies, followed by 4',6-diamino-2-phenylindole (DAPI, Sigma-Aldrich) counterstaining. Stained cells were visualized using a fluorescence microscope (Vico, Nikon, Melville, NY, USA) with a 20x/0.50 NA objective and images were acquired as stated above.
Immunohistochemical analyses.
Ki67 staining was performed in immunohistochemistry using a rabbit anti-mouse Ki67 antibody (Novocastra Laboratories, Newcastle, UK). Immunostaining was carried out using the avidinbiotin-peroxidase complex technique (Vectastain ABC kit; Vector Labs, Burlingame, CA, USA), and 3,3'-diaminobenzidine (DAB kit, Dako, Glostrup, Denmark) was used as a chromogen substrate. Counterstain was performed with haematoxylin and images were acquired with a digital colour camera (DFC295, Leica Microsystems Ltd, Wetzlar, Germany) using an optical microscope (Olympus BX40, Melville, NY, USA). Supplemental Table S1   Table S1 : Designation and sequence of primers used in qualitative and quantitative RT-PCR. 
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